WO 2005/034994 



PCT/JP2004/015205 



w m m 

mmmmmmm 

ftSf 

# kttfc^- y * a — •rjvtfifc ($tHM1.24^:^) j&* fc b# tfi K *W J8S *3 
£tf«K*Wtete:#-6»U, I88tt$tt5*LS (HM1.24^M) ^RPMI8226 
J& 2f © fc b -fr®«lfflJ3S^-e«iS^^ LTV^ - £ (Goto 
, TS>, Blood (1994) 84, 1922) „ £ tc , ^H(Ct MT ft Jtt Jfffl fl£ RP 
MI8226&^*i Ufc^r ? ^ tcftHMl. 24*rC# «r^#i~ 5 - t T'^Ifi 
:£ri s #e>ft5 i %#^$tt-CVN5„ HM1.24^[®©cDNASr 

i--5M6Kt UT^^^ HTV^ycBst2 (Ishikawa, Genomics 
(1995) 26, 527 ; S Eg ft M<£ M 1095/10536-^ & f&) 

5 r. h & ¥U m U tc o 

tf*£i4>Slfl&fl5 (antibody-dependent cell-media 
ted cytotoxicity, ) J $»*&###te»l £ (compleme 
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nt-dependent cytotoxicity, CDCi&ft) fc: £ 5 jBHflSlfc ^ L 
> *L)ii^l?:^it5 £ t &7jk£ t^TV^5 (BII^mS^IBW098/3 

0 £ fc N itJk^tt^^r interferon a & 5 V^ y $Fj % 
t^-^t\ HM1. 24^Jj5C<D3§m*/$ s ±f flD-f^ ~ kfcmh friz. ZtlX 

(ffl^fflH^||W002/64159^^^) „ 
£ <D X 5 fc, HM1. 24^^ ttatJfiL&ffiafc T?tf>38Jg ttfBfc bfrl/TVMfc 

s liffi, >s&fl§A, itm^. jffara, natA* 8* ira, ^pm^. 

Stt. ^«r#*, flj:&M N fM, iM, &jftftK JBtttfk /h 
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5 S o „ 

MfZOijLfcmKfe, Fab, Fab' , F(ab' ) 2 £fcte:Fv$r 

# T? h 5 o 

tfiiB^©^®^}*, umnm. /hiBiijfajwsfi, 

ft (l¥±^i, Ji&ft, *-*fflj|&ft, J!&M¥-h&ft, &t>*#^ 

mhz ^temmf&ft&^tem. ftaf&^to , *at«, lift 
n:s§ft, jirsift, Jismft, mmm. ^mm. ^-gm^m, 
^n^m, m&mm. mmm. mwtm, mmm. mmm, ^mmm 
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mite, t h Hff^lfflfl&tfc (MCF7, WiDr*5 £ tKCaki-1) 
Ufct Mfc^HMl^fcift:, ^S^m^^s^t MgGlt 

®2te, t hia^^lH^^ (MDA-MB-231, BxPc-3*5 J; OTA-1) 
iftMbfcfc Mfc3nHM1.24jrL#\ MftS^IHt MgGltS/&£ 

E!3te s t MS^^IfflJ^^ (COLO 205*5 £ T^UCC-5) {C^f^Sfc 

Mb^HMi. 24fet#osj^t£^^-r ^ ^ t-i)5 0 mmtei&ytMm u 

B5tt> YB2/0T?^^$-frfc«M t Mb#iHM1.24tn:#:©SDS-PAGE 
(12%T) ©^^-vSr^-t". &m : »7n&#T, : #X5o&# 

To Sit h fc^iHlfl. 24trL#:#4/r i g£r 7° 7 -f Ufc„ 

13 6 HM1.24in^H>G44£HM1.24ffi#-YB©#ffi#*£K::|3rt3 
t FPBMC©ADCClS14Sr, 4«S©H111. 24#LlB355ICH0i|fflfl& (HM26, HM3 
1, HM21, HM36)£^#J#fflj§& £ LT, E/T rat io = 25^ SO ^ L fc 

H7tt % HM1.24^L^-DG44iHM1.24^L#:-YB U.g/ B L(^lt5 t h 
PBMCOADCC^ft^, HM31?r^^|fflJ}S t It, E/T ratio=l, 5, 25 
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msu*, m 8 in i n i mx*^ v±m A~H(Dmm&7j<ir 0 

Elite, fc hGnTIII cDNAOPCR}^ £ U fc 7° 7 ^ 

— IB^IJ i la^^-^r^r^ Lfc 0 ^#>7°7-l' -7 — # A V fcBamHIIB^J 
<DM&<D?CRm}t ZmmiL-V&m t r-GnTIII cDNA:£ia?!l£r&# 
Ufc 0 

HI12te > HM1. 24^L#:-DG44S:t> , GnTIII^m t h it #CHM1. 24^C#:^ 
^^S*feL#:l00ng/mL^*5 ft S ADCC?&'l4<Difc^ 0 GnTI 1 1 % ^ m * 

H13te. HM1.24feL#:-DG44iGnTIII^mCH0^fflJ3aS^fc Mb^CHMl. 
24^#:^#^:#:^^(C^Jt § t h PBMC© ADCC?£14 Sr , HM36Sr^^J^ffl 
KHt, E/T ratio=25T'aiJ^ L ^ ^ T* 5 0 

014te % hGnTIII ^ = — K-f-S^^gH^J (@B?0## : 3 

0) (GnTIII ori.nuc) tfllt hGnTIII £• =* — F f -5 IB 
(IB^J#^- : 31) (GnTIII mut.nuc) t M it % ^ *f o HI 4 1 , M tt 

HllSte, 4^It hGnTIII K-r^^SSH^iJ (IE?U#-J§- : 3 

0) (GnTIII ori.nuc) iUlt hGnTIII ^rn — K i~ 5 i& 36 SB 
(Ifi?!l#-i§- : 31) (GnTIII mut.nuc) £ M ft £ o m 4> , M & 

E16te. 43|5lt h GnTI 1 1 & ^ — K *f- 5 S@H #l (SB?!) 3 
0) (GnTIII ori.nuc) i:^IIt h GnTI 1 1 $:a^ Kt§ISS3?J 
(IE?lJ#-5§- : 31) (GnTIII mut.nuc) £ *f it £ ^ 1" „ HI . M. EP & 

Hll7te, 4^1t h GnTI 1 1 =i - Kt-5^Sia^J (@B^J#-^ : 3 
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0) (GnTIII ori.nuc) <fc|£J|§Jfc h GnTIII * — Kf" S 
(SB^J#-^ : 31) (GnTIII mut.nuc) t M it £ ^ i" „ IH "J 1 . M^Pf* 

IHl8te, h GnTIII n - Kl-^^Sia^J (B3EI##:3 

0) (GnTIII ori.nuc) Milk hGnTIII £: — K 1~ § i£^IB #J 
(@H^!)## : 31) (GnTIII mut.nuc) tMit^^i~ 0 HI 4« > M PP 

4*it hGnTIII =i - Kf ^^SMB^IJ (IB^J#-^ : 3 
0) (GnTIII ori.nuc) b^MMt hGnTIII & =i — K*T 5 l&^fBJU 
(IH^J#^- : 31) (GnTIII mut.nuc) £ 2* Jfc ^ o II MEPte: 

zsmzmm-r stub com &<DteM 

#38§J§# te. HM1.243ftJJM^ itJfiL^ffi^^^^®^^^^^ U 
. trCHM1.24£t#:^ADCC& if & -ft ttiSS§#ISttlr^t i £ £r#J«> 
TPJfe^fctfeo #3§§fifc:fc^-C, ^HMl. 24*iL#:^^i:jB^^j^:^^ 

j^^ncte, nscgu^ * amis was. 3¥'hmmmm (m¥±&i&, 
mm. *mmm. mmw-±^^s Rxt&m. mmwk$>% ^n^mm, 
$r&^t?m, ^if^r^-tf) , -kmm, %m. wm, mmm. mmm 
. fffm®. mmm, mmm, wmm. ^numm. ^n^m. m&m 
m. mmm. mmm, jkmm, mmm. ^ i Mmmm. m^'wrnm^ 

mtzft 5 ^/^^mmik. &A,®imm0k, ^/^^^m^^ if hmtfb 
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w-tz> 0 

Utlt t h#38tt'frftlt«llfl&«T?*>5KPMII2 (# IB 7-236475) 
^KPC-32 (Goto, T. et al. , Jpn. J. Clin. Hematol. (1991) 32, 14 

00) t&X'g z a $.tc s mft&cm t 2 

^11 5 S If OcDNAtepUC19 # — <DXbaIWmiRtiL<ON\teft 

A^tuT. 7*7*3: KpRS38-pUC19 t LTliS $ tit 5 0 

7*3. KpRS38-pUC19 tf*JS§fi (E. coli) « . ipj^ 5 ^ (1993 

¥) io>g 5 0 ft-e«&srff j&mAmm&ffim&wzzm&ftgiVo&teiz 

is 9— (filo < tefTfc jjC 1TS1 1 *:&fg 6 ) tel. Escheric 

hia coli DH5a (pRS38-pUC19) t It, ^f6#^FERM BP-4434 1 U 
T^^7 h^fcS^tH^ffc^tbTV^ (#H^p7-i96694# 
J8) o :©/7^^; KpRS38-pUC19 £ ftS cDNABtJt- SrM V^fft 
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^c^I^ftj^ScteJ; £ % #iHMl. 24^t#:*$|SjRi-5 fc° h — 

^tfs^jgc &W)tfafc%^.-t z> Kite, ^^o^sttfcasotfffcti 

^fr6*Jfc«, S&tfF$CM SrPBS (Phosphate-Buffered Saline) 

»-^«Uf&tt, tt't, &%a<om* OffiJ&m, W P3X63Ag8.6 
53 (J. Immunol. (1979) 123: 1548-1550 ) , P3X63Ag8U. 1 (Curre 
nt Topics in Microbiology and Immunology (1978) 81: 1-7) , N 
S-l (Kohler.G. and Milstein, C. Eur. J. Immunol. (1976) 6: 511- 
519) , MPC-11 (Margulies. D. H. et al. , Cell (1976) 8: 405-415 
) , SP2/0 (Shulman, M. et al. , Nature (1978) 276: 269-270) 
, F0 (de St.Groth, S. F. et al. , J. Immunol. Methods (1980) 35: 
1-21 ) , S194 (Trowbridge, I.S.J. Exp. Med. (1978) 148: 313-3 
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23) , R210 (Galfre, G. et al. , Nature (1979) 277: 131-133 ) 

fck7L&, 5: 1/ h <Djjfe (Kohler.G. and Milstein, 

C. , Methods Enzymol. (1981) 73: 3-46) ^ K ^ C T fr 9 - t & T* 

% ^JJxf uy^i; 3-;U (PEG), -fe ? (HVJ) 

£ *K Xfc0fSi»i: J: t) B> 3& * «r iff * 3 #>fc f/i'X/v*^ 

#I8Ji&fc*j- LT&^lBJJ&S: 1 ~10f£ tt5 (OfrU*. LV>„ ItflBlfflJ^il! 
£-fcfflV^5 Jt^SK £ tttt, HtffS 5 » --^#HJ&$:Oit$g 

»!!0aiJ&RPMI164O«F«jBt, MEM igmWi. ^©1, £ tf> « © *ffl US # 31 

(FCS) f©iii^^fffit5rHtt5 0 

m%i* t? i < ^fe. 37 0 C©S^JP)&UfcPEG 

, ¥i£#^*1000-6000|£^(DPEG Sril^T , 30—60% (w/v 

) ©jftg-cssan s r t k x o t s &j t ts m-a-iffljfe (^ 

si^^^D K-^tt, si!r©aft#**&u 03*.tf, hat 

r. t fcx v) MRS tiZo ^^hat mmmx-ommte. s 
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Sffefc, t M) W-?S££in vitroT*HM1.24t^£fcteHMl. 24^,1(31 
m$Bj&T*^f£U, Iff!) W^^t F?xp-yM, #!)?1{£U266 
t £ HM1. 24£iM £ fc ttHMl. 24tftjDR»m«Hlfi^©»^»i4 & 
W-t-SBfM^fc h£t#:£#5 n fctt § (#£^1-59878 

5? = ^ «j^K:£tjj§C t t£ 5HM1. 243tlM l£ fciiHMl. 24#l 31 51115 J§& 

IH#fFttUm<kHfl#-^W093/12227, W092/03918, W094/02602, W094/2 
5585, W096/34096, W096/33735# fll ) o 

£ — *m.#ifc (scFv) tlt77-^f^/i/^Sia!)77- 
^<D^M(c^m$^ x HM1. 24*1^^13^^ lfc7"l/- h IrfflV^T, 

fc7 r — Wmfc^ZMtif-ttllX. HMl. 24^M^^^-f •S^l^^ 

^mm%=i- F-rz^fc^zmm-rz - t a* # s , ^ ^ coitus 

^@E?iJ£r>Ev^te\ t h^HM1.24^:#:«rffM-t-S ^ ir^T't 5 0 ^ 
frbO^&tegEfcM&O^&^fcfrK W092/01047, W092/20791, WO 
93/06213, W093/11236, W093/19172, W095/01438, W095/15388&# 
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Jr^^J^^, *LHM1.24^C#^^^^^y K-^©f^»H:, Goto, 
T. bfDjffe (Blood (1994) 84. 1922-1930) }i i fr K t ^T* t 

§ 0 a^fr^^A^^s^^^w^^f^rF^^Wfe-fe (^^ 

«o<|f$IlTi l#il^^l6) spj& 7 ^ 4 £ 270 fcFE 

RM BP-5233£ lt^^^7 h fc&<5 # Hl^^fe $ tbfc^HMl. 24 

^ y k — ^ £rBALB/c-^ £ ^ (0*^i/rl) 
fcaALTJ|7kSf#, £ <£>J&zM> bmHMl. 24^#:^*t®i-'5^^^ 
, *a^/ij K-^«rjiMifc#:MU fllfctf, 10%?^J§&JMjfii?f % 5 
% BM-CondimedHl (Boehringer Mannheim M) "a"^"RPMI1640igi& , 

^^ryy k — -^sfm (gibco-brl M) » pfhm-ii*^^ (gibco-b 

RLM) *©#a^»J&>b&HM1.24^#&*jf»-t-5;frifc 

&jBV^<5 £ i 5 (#lxJf, Carl, A. K. Borrebaeck, James, W 

. Larrick, THERAPEUTIC MONOCLONAL ANTIBODIES, Published in th 
e United Kingdom by MACMILLAN PUBLISHERS LTD, 1990#M) o 
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fc<D*Sm (V) ^^5*3- Kf SmRNASr^HI-rS. mRNAO^Iittt, 
^£PCD#&, #Jx.te\ ^T-^^jg^frS; (Chirgwin, J. M. h , Bi 
ochemistry (1979) 18, 5294-5299 ) „ AGPC& (Chmczynski, P. h 
s (1987) 162, 156-159) 4$ ft: J: & £RNA ^lil, mRNA Purific 
ation Kit (PharmaciaM) f ^tffl UtioRNA^Igt 5 0 Qu 
ickPrep mRNA Purification Kit (Pharmacia^) & 5 ^ £ ft: <£ 
9 mRNA^lt^pM-t-§ :HST'I5. 

# fcftfcmRNAA* £>i£i|£^g|3ff V^#L#:ViDtJt<£>cDNA£'8-/&i- 
5 0 cDNA<£> -n" $c }3: N AMV Reverse Transcriptase First-strand cDN 
A Synthesis Kit ^Sr/HV^TfT 9 - t tfX«% 5 0 * > cDNAtf>^/& 
*3 it^ifi^^ff 5 ftUS 5 ' -Ampli FINDER RACE Kit (Clontech^) 
*5£OTCR %m^tc5 ' -RACE (Frohman, M. A. h , Proc.Natl. 
Acad. Sci. USA (1988) 85, 8998-9002; Belyavsky, A. h , Nuclei 
c Acids Res. (1989) 17, 2919-2932 ) % mm 1~ 3 - t & X* % 5 „ 
# kfrfcPCR S iHl £ -"T 3 DNA IfrJt b> * -DNA 

i:S^t5o £kft:, rtb j; !9iam^-<^ ^^Srf^^U. *ll§®^ 

@6ti:1-§DNA i£ ^ IB ?U2r 4^ #J ;t te\ ^ 7 s ?£ ft: 

IS^!^ * — ^m^iitPo SfOVllil:^" K *t" <5 DNA 

<b £ t^its <fc 5 ^^-<^ * -ft:,m#o&fro r<D^^-<^ 
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o 

imeric) k Mb (Humanized ) 2f &^/B T? # 5 . ^ 

A *rfc h#L#:C^*§54<gr=t- K1~5DNA £ ig^ U , " £ tb Sr ^ * 

#fF£Bi|g£rgB#-^EP 125023 . ffll^f ! Fffii^M##W096/02576# 

±fftt> ^-^-Escherichia coli DH5 a (pUC19-l. 24L-g k 
) *5 <t ^'Escherichia coli DH5 a (pUC19-l. 24H-g y 1 ) t V X , 

rfcm 1JI1 #±fe 1 6 ) fc % 8^8^2901^ # * FE 

RM BP-5646:& <£ OTERM BP-5644^ ut^^^^ h &**J.ft: # SIS 
^ffi$^TVN§ (S»4$flf ffi«&M##W098/14580#Jia') „ 

t Mb£L#«, (reshaped) t htt#tt#§tl, t 

^<^i«fL«]%, t v xttfcvmffi&ikfemmicm ; com P i e 

mentarity determining region) £r fc h © $1 $g 

« b fc t> <0 T? & «9 . t©-|SW^»ei 1 iSlt#S'b^ btlX^Z 

(%k'M¥fWfmm&mm-%E? 125023 % Hi*#fFtii®^gfl#-s§-wo96/o 

2576#M) o 

13 



WO 2005/034994 



PCT/JP2004/015205 



(framework-region ; FR) £r 5g f 5 «fc ? Mlfcfr LfcDNA MM &r , 

y =f^ ^ u*-^ £>PCR jSfeti: ± V) # ktLfcDNA £ t h 

faitcm^* a— R1~ 5 DNA ilil, ^V^t^^^^ * — jjfi 3* 

#ffFttiK&M#-»EP 239400 , H(^#fFttJM^Ii#-^W096/02576# 

CDR &ft\^xmm£tlZ>t h^L#^)FRtt, *S*lH&ifej£®«tfS&# 

(Sato, K. et al. , Cancer Res. (1993) 53, 851-856 ) „ 

£r^"t~5;*:5§Mte^ ^--^ Escherichia coli DH5 a (pUC19-RVLa-AH 
M-g k )*5 J: t/Escherichia coli DH5 a (pUC19-RVHr-AHM-g y 1 ) t U 

J|o<}fr|?IlTg l#ll ff*l6) fc, 8 *P 8 £ 29 0 tel. 

# -*r FERM BP-5645 jo J; t^FERM BP-5643i: Lt^^^7 1* & & fc: 56 <5 
#Sfc*fe£*LTVN5 (SI8E#fl : fflK4JfMW098/14580#flg) „ 

I^SttlrltSt bgt#CftiUT> Cy#|;Lte\ Cyl, 

Cy2, Cy3, C Y 4 Srttft5ii#tt5. *t £ © 5 *> , 4* 
Cyl, Cy3 Sr5fri-SK:{*:as»*J&|BJfi«#©tt % "f ADCC 

iStt, CDC SteSr^U, #3&BHfc8F5gKH£JB$jh,3„ 

3*5 © C IH « ft 0, t hlk^ttt h W^O^fLKi^&^fcift: 
O^Mtt^:^^^ t fc hfeL#S*07l/-A!7^ : {'i^ (framewor 
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k region ; FR) *3 £ Tfi C H*£ h <9 . I: h # ft i£ *5 5 Jit M f$ # s 

Ib^HMl. 24#l £>tu£> (W098/14580 0 

#3IPJ!TM2, ii^^$^fcS:#iiitf 5, (#®2003-2 
07165#JI) 

^^^Otnlfr £ IT, (o-l,6core fucos 

e) (3Stu*CON - Tir *?- >V V >V l/<D6$Lb7=* — X <D 1 

Xtf^^t^f ^fy^ (bisecting) N - T ir =f- )V >f jV =t ^ % 1/ (G 

icnac) mm: zm-tzmmzm-t s^ft^^ADcc^^ 1-5 & 

o-l,637 — 7 =1 — ( a -l,6core fucose) £: £ ft $f il 
fc^-f t^T-f (bisecting) N - T ^vl' ? =1 ^ (Glc 

NAc) «it£r#-r §^m^*^Wi-^*i:HMl. 24^l#:^ > — Jfj^ADC 

^ifSit HM1. 24& JSU^i- 5 irCft: (trCHMl. 24£t#:) Sr^ffl-r 

< IZK M^#T*fc5o £ <9 JrteftJfcte, #3§BJ!-T?te, 'o-l,637 
— 73 — ^ ( a -l,6core fucose) ?r*a-*^V^^^^r^-f-SfeT:#: % 
^.tf^-f ir ^ T" ^ (bisecting) N - T ir ^ ;V ? ;v =3 5: V (G 

lcNAc) #it SrWi-^^^^r#i-SfeL#:, JSfcte, a-1,637-7 
=1 — ^ (a-l,6core fucose) £r ^ £ ft V^ 3&| #1 & ^ U . _B_o^-f-fe 
(bisecting) N-7tf ;^/^f ^ y (GlcNAc) $| 

±.&<Dmm&mmtsfrtz.ttfcn^ mi.2mw>fci$'t (£lhm 
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i. 24#l#o &-a — vr^^m^mx^titcYB2/om^^^^^s * 

-7tf ^^;l/nf> h7y^7x7-^IH (GnTIII ) £r 

^?rttt5 ^ i ttWmk-t-ZJrm ; Mtff^ N - T ± ^ ? sl> 
> ^;Pb7y^7i7-f III (GnTIII) — K1~5^^ 

LfcYB2/0|fflJ&&it^ U N ^tt^i^ii^ iSMtfC^Sr 

24$l#:£:#-5 K fe, a -1 , 6 T — 7 a — X ( a -1 , 6core fucose) 

1.24#L#&3im;*i2:5 2K & 5 V^ ttlfff {c /<W -fe * 7" 4 1/ # (bise 
cting) N -T±^^^^=t^- ^ > (GlcNAc) & J^^^T 5 faTJ 

t\ ^ <£> fc & fc: . g ft £ "fStfcHMl. 24#L#:<Sr a — K1~ 5 St-e^tf* 

n>'^£;ftfctt;h,HrfcP>&V , > 0 ^Lt, ^ n — = v ^ $ 
ate^f" tHa-KS ftfcSiHMl. 24^ fa k UTii> * J ? * )V 

^smmMttf-* v * & if© t h uft-owjVufo mm 

WO 98/14580(0 IE k J&*fc» <9 , ■=* / * * — ■TvVffiHMl. 24 

ftft&mtk-rz ? v h~ n®Eiz.m$L $ fix & y , :©^^f^ 

- (&«»o< tfrfJSC i t @ i i 6 ) fc, 5p^7^4J 

270fc, FERM BP-5233 L T is? ?6 £ T V ^ <5 0 * fc , ZL(D^^( ~7 ]) 

b*-~?frh. ^m^immrn i^rnvrnm K-rsDNAXtfm 
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% ZLtlhvmk&^tty 7 x * K.fcJfcW Ufc^^M^x ^ft^ 

Escherichia coli DH5 a (pUC19-l. 24L-g k ) (FERM BP-5646) R 
^Escherichia coli DH5 a (pUC19-l. 24H-g y 1) (FERM BP-5644) t 

MJfto < tfrp-jjC 1TI 1 #±t& 1 6 ) fc, g ^ 8 M 29 0 Rl 

^LHM1.24^:#:^f^^$^fc 0 b Mb $rt #: o "C tefc ^ WO 98/14580 
^^37K-^40K^>^ 1 4 fc^ $ tt5 J: 5 t h >f b ^ <o L 

i^COV^Ttt^ - v 5 a ^aJ&Xt bj)^^m^ft> HgKfcoV^te, 

3 l/_a_~s_&ftM £ ft. Z.fth ZZtfr^tDlttc t h fc$iW(D%i 

z> z t & m m £ ft tc „ 

^oT. fc*3V^ te, ±K5\mVtcW 98/14580{^|2^ $ 

HM1. 24(c^j--r 51©^ 7 ^ P-t/V^#ii^3l5t5 ^ . t 

SHttt, #J;UiW0 98/14580 J;i IB ^ £ T £fe £ ffl r 

£ ^ # § „ 

yXli^ w^-^ >-tf>{l!lil t K * ^v';vSfcii^t5 O - try =* *>A< 
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, HI 9 RX$miQfc*k-r Z t < , lfliO^^/— ^ (Man) t 2 #1 © 
N - T ir ^^^/l^=t if- 5: ^ (GlcNAc) ^ /s 1 , T%^-a- U fc 

#tit (ar) r-Manj3 l-4GlcNAc /3 l-4GlcNc-J Sr^HfU, ^OttW 

(Fuc) ^g^tt^^f^, ^n^^^L-T, M7n^m<D 
N-T^^/U^/U^^-^ XD6fiLb7=i~-*<D lti^ai^Lt 
V^ 5.. 

^^P^O — 0(DS^^<fctb^, ^CHMl. 24^C#:«±|3 0 7 =t — X £ 

< t i m<Dmm.fe±m<D ? =» — ^ l&v^ r 

#^Ji tt, 7 !/ h 5 ^ n — -^YB2/3HL. P2. Gil. 16Ag. (YB2/ 
tmtStlZ) (ATCC CRL 1662 £ L>Xfc&£tlX^Z>y&mif h 

tiz> 0 *&wx*m^z> z t &x*$ z^omvmm t its, m%.& 

% FTVIII/y^T* h CH0JNHJ3S(W0 02/31140), Lecl3 SB'flS (W003/03 
5835), 7 3 — X h 9 tf— ? — ^cftljjiBli& (#1^2003-174006, 4# 
JS2003-282081, ^M2003-174010, #H§2003-282102) 
t & X # 5 o 

#fi, *L 9 °r 4 ^ # (bisecting) N - T 7 >V n f- ^ >- 

• ^^r-f-Si^m^^rt-^o N-^y = ^^fe^ii atria <e>*p# as # 
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^iSTC^ffi^, tfT 13 2 fll <£> $1 gltf) , 1 ^©N - T±^sujf/u 

3-^5:^ (GlcNAc) ^Ml.^^lcj; !)S^tT^5 0 ^ON-T 
ir 5 s - ^/u 3 If 5: V (GlcNAc) >$S N T^-f ^ ^ ^i/N - T-fe^/^ 

tf/^/V3f 5 — ^ h 7 -if III (GnTIII ) fciD 

ft5o ^<Z>§i3?t£r3- KI-Satte^ttgEte* n — =y^$tit*5D 
, ^ (D T 5 / msa^mtf^ft £ = - Ki~6DNA(D^S@B^J«IB«fe$ 
^TV>5 (NCBIx — * — ^ — * (ACCESSION D13789) ) 0 £ 1t , 
-^DNAit, -fcfB<Z>BB?!H#^*;:g-^TPCRS:& if „ 3t i£ ^ o T , 

GnTIII Sra— Ki-SDNA&fflV^^ '^-fe^T^V^N-T-fc^ 
A^^a-fr $ y$:tt5iiSr^^t5tli, £ ©DNA& 

^r-fci^ JftHM1.24tft:frSr*^-r«*^lBJfiSrmK*5 
j&"t"ft ,£ V^„ -ffe^*>, GnTIII £r = — Ft" 5 DNASr # A/ T?/?5c -5 3§ 
31^^ ^ — t #CHM1. 24#l#:& a — K *t* 5 DNA «r A/ T» fifc 5 38 3g >s ^ 
^-tfc^O, ^iiflJfiSr^ffiilU, rft&JgfSi'f-ftff «fcv>. 

*»WO»H©»|Kfc J:-fttf, #38W©#lHM1.24#:#:«:, a -1,6 
=tT— 7=r— ^ ( a -l,6core fucose) & }lf L ft .V ^ 8F 01 £ >f -fe ^ 

r©^^/©^fr?rf tfSfcii, GnTIII £ 3 — Kt 5 DNA& ^ A/ 
T'^5^m-<^ *-£#LHM1.24#i#:iSr3~- K i~ <5 DNA ^ A/ "(? <5 
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tSStt^rt b&V^Xfcfc r <£>?&t£)6Siiv^3E#IHJI&, m ;t«:YB2/0 

o 

5o ^I#^f^^«Fab % Fab' , F(ab' ) 2 . RXfFvmKtf^ 

£*b3 0 fct^O^V^ ^f^bfC «fc V) , FabifrJt t f¥«tt§ , -^tt-e 
tllo^^ilM^^^SrWr § 2 0(D|i?J C^tig^^if^, xt;, 21 
9 ^^afc^f H ^t-Sfc^{CFc^^^tb5if>i-^^C-5 0 £fc. ^ 

5F(ab' ) 2 $r>Jt, &t>\ m X) OSiJ&if Jt(pFc' £ *b 5 ) ^ # ^ 
3t3„ ^©lOlf^iLttt, diabody(diabodies), — 

JlU;i#^l&&3o(£CDRO^£^t ? Fv<£¥#)l?fcoT 

So 
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£fc, FabBrtf (F(ab) k hWittlZ) li©ttK^ 
4 is. &T>\ M^<D^3t >T ^(CHl)Sr^tf „ Fab' »f^W:Fab»f 

t? MAS CHI ^O^/^Tifdr v-5^«S5f5^iCi@©a^^#*P^fc 

#3§9!{£:fcV^, diabody(diabodies) h 14, 2 O <£> #C flK 3§ g& & 

T?««^ia5 WVDfcjg^ $ tv/cMit^ K^-Y V(VH)(VH-VL 

>'*-?:ffiV^5i, 2o<D F^-Y ^tefc 5 — K^^f ^ 

i^T«r^^U % 2cOttJS|^Stt«S|J t> ffi ^tl5„ Diabodytti 
•jPSHfc, m%-&. EP404,097-S§-, W093/11161-f- , ^.t^Holliner et 
al. (Proc. Natl. Acad. Sci. USA (1993) 90, 6444) fcf2^£*b5 

o 

tlfc £ «9 sFvte. tfcJKM^©fc*ft:i&gfc#*jt#^j5ft > T*t 5, sFv&cl 
•OV^Tte, Pluckthun If The Pharmacology of Monoclonal Antibodi 
esj Vol.113 (Rosenburg&tfMooreM, Springer Verlag, New York 
, pp. 269-315 (1994) ) fclBfc $ tlX 5 . 

#3fca6fc, T — ^v-izf^ y -Sr«^f5 - t & X # 5 „ 

fc&fcte, #ll*LteK McCaffertyb (Nature (1990) 348, 552) IU 
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t h ffifc<DW.Ml*. Clackson^ (Nature (1991) 352, 624) . $5 £ 
Marks b (J. Mol. Biol. (1991) 222, 581) IB it L ;*? 3fe & 
5 r t & X* # S 0 

f x-y^t J;32fS; (Marks et al. , Bio/ 

Technology (1992) 10, 779) ^fflV^rK'^ifOtt (nMigit) 

in vivo&l.^ X. (Waterhouse et al. , Nucleic Acids Res. 21:2265- 
2266 (1993))fc if j&s$B £;h/TVN5„ r. *L $ff t> , fi£3fe£>^-/^ 

^-fcm^aiAyT*. ^^^a±^#Au, jte^msi^s* 

v? 1 = ^ ^ ^ ©f^S^-ifett^^p-eS) 5 (Nature Genetics (19 
94) 7, 13 ; Nature Genetics (1997) 15, 146 ;. #^^4-504365 
I #*¥7-509137-5§-^# ; B m~9- 4 ^ 1/ X (1995) 6, 40; 
ffllHffiM^$§W094/25585-f§-^# ; Nature (1994) 368, 856 ; 
5p 6-500233-^ &:#!£) „ ^fc h 7 i?x= y'^^t h 
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5 : 

(2) *t h ntfLSjtJrt^tt^^^ » :/ y ^6KififI©'>4 

v * mm^ : f-)^mm^j^7fm^t^tiit s y ? 

( 3 ) ^#AX^-fe#(Yeast artificial chromo some , YAC)^ & 

. ( 5 ) tffrJjH (1) ~ (4) o;^7^*l:h "t9L»4&.RUf h 
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<z>m% -fern* ^i/wmmfc^m 

l*Mfc K ft* % #| £ fc£ N /tf ^ yf ~f • * # X ^ y • -fe W * $/ 3 ^ (PNS 

) iPfiftiS^^SrfflV^Sr (B^i^-^^v^ (1994) 

5, 52) 0 *fc, ^g^n^y yiii^ioii^^/piiift 

fi\ SH7^, Jg361/^ £>408H (1990) ) „ ^^Wfctt, -Wfctf, IE 

y afwv h 7 7 * ^--tf (hrpt) i^ffi^tt^ (es) nm*. & 

«H.J&S:HAT-fe a i^H: J; 5 aS»J-t"5. ^V^t^ U fcES#ffl 

£ S'J <Z> IE ^ # fc h »fcft»4fea» Ufcg»0P(JEffife)fc:^ * 11 

> v^cc ^ 3 (Proc. Natl. Acad. Sci. USA (1980) 77, 7380 

; ^S#^B4, 873,191#) . R & * US £ {K & i fc 3 JBU <0 # fc Mfc 

24 



WO 2005/034994 PCT/JP2004/015205 

Iff IB© J: 5 teJSaSLfc&ftfce^W:* ^^P©^^^<t i9^m$* 

T tt , t h ir h^^B^^^/^iJIII/P^- ^ — /xy^yf- 
(human cytomegalovirus immediate early promoter/ enhancer) 

* , r x y ^ ^ * % ^ Ti/^-f/y^.40 ( sv40) 4g £> ^ ^ /y ^ ^ 

(HEFl a ) ft if ©Af ?Lm#fflJI& *^^>y° n ^-^-/xyAyf^^ 

fllfctf, SV40yi3 ^•-^-/ / ^^^y^-^^ffli--5#^. Mull 
igan£>©;fr£fe (Nature (1979) 277, 108) „ £fc. HEFla/n^- 
^ - / ^^^r—^m.m-r^>^^ , Mizushima b<D-fr%k (Nuclei 
c. Acids Res. (1990) 18, 5322) *l fi^B £Ufe*t" -5 £ t & X' 

isitZ z Z> 0 {BJil^pt-^HTIi, lacZT 0 p — 
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„ araB^ti^-^^^i(f5>^$f t5o lacZ:/ * ^ — ^ — 
Srl&ffil-S ^i-g-, WardbO^-j* (Nature (1098) 341,544-546; FAS 
EB J. (1992) 6, 2422-2427) , araB^ v ^ - ^ - £&J1 f 5 
„ Better (Science (1988) 240, 1041-1043 ) iZL%*.t£& 

pelBisJf-rsumm (Lei, S.P. et al J.Bacter 
iol. (1987) 169, 4379 ) f^U* X ^ a ^D^yXAId^ 

Id) IttlfS (M;i«\ W096/30394£r#JI) . 

^MMMbVTfe, SV40, 5j?U* — -^!>>f^^ % T^y^^/V-x 
, 7 V- fc° u — -V £ ^ ;V X (BPV) ^<Z)^^OtO^IV^5r £ & T* 

ph) ^s^*-*---* (tk) mfeiF. ±»m^^>f->^ 

T — :/ >fc .X aft JJ ^v'/V h 7 7 i 7 — £ (Ecogpt) Ifi^, 5? t 
Kf*»ai5n#* (dhfr) SUS^VSr^ifi i 5 0 

^L#Mitc^fc *Oi4| f*. in vitro*5 «fc tfin v 
ivo (Dm±%k&hZ 0 in vitro©14^ t It li, SC k US * ffi ^ 

5Jg£^tfSfc5„ iMJSHttt, (1) nf?Lm^J!S, 0U x. te\ 
CH0, COS, 5ip-7, BHK (baby hamster kidney ) , HeLa, 
Vero, (2) m£.MMffes 09 *. % T 7 V % V * if^^^^MU , 

*>sv^ (3) m&mm. m%.\*. sf9, S f2i, Tnsftif&zabtix 

V^ e m^imm t -^T^T^T (Nicotiana ) JR. &\ x. 
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= 37^Tt • ^/^A (Nicotiana tabacum ) £ 3fc <D ft! Jfa & & h 
tiX&V, ^ ;h/ £r # A' i# 4i i~ tUi <£ 0 IllflJI t ttli, 
, $I*L{2\ •V-'yjJV^-tX (Saccharomyces ) I> M x. fc£ V v # * 
^ -fe X •-fel/fcTv'zr. (Saccharomyces serevisiae) ^ ifc^ll^ #j X. 
&\ T^^-^^rJV^ (Aspergillus ) JS . M X. \t T * *<JV *r >V * - 
— # — (Aspergillus niger ) ft £ *bT V> 5 „ 

IfflJSHTIt ^If(E. coli) % ftMm&tobtlX^Z. 

, ttfcjKBflatrin vitroT^*i-§ ^ K X V 

EM, MEM, RPMI1640, IMDM ^tlt5- i^tt, 4^ J36 Jfo-fif (FCS 

VfcMm&Wjyd<£>Ml&^^®1r £ £ K: J: «9 , in vivo Ct^^^I 

— in vivo oiiiHtit mm &&m-fz> m^^-^^m 
&&.m-rzmsi7iktfmff?>tiz>o W)%j&®im~$~%m&. m%mmm 

fflV>5ri*S"e#5 (Vicki Glaser, SPECTRUM Biotechnology App 
lication, 1993) 0 £ fc , M> & k lttt> a ft if «rl 5 r i: 

^ftb<omwizfc\%mmfo%ifc : m.fc^&mxv, mmt.tc\tmm 
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LTfcJ^ (Ebert, K. M. et al. , Bio/Technology (1994) 12, 69 
9-702 ) . 

£#5 (Susumu, M. et al. , Nature (1985) 315, 592-594 ) „ $ 

— .MX. te*pM0N530 # A U , :©^^ ^-^7^0/^7 !) ^ 
•y^^rv'^V^ (Agrobacterium tumefaciens ) <D & 5 t£ ? 

A (Nicotiana tabacum) ^ Ife £ it: , >fc * =J © 3|g J; £ jjjf 
HO^t^ £r# 3 (Julian, K. -C. Ma et al. , Eur. J. Immunol. (1994 
) 24, 131-138 ) 0 

±7&<D <fc o Kin vitronectin vivo ©141 \Z. XfcW. 4r^£*f- 
Sftll (HID Sfcttfc** (Li) Sr=i- KfSDNA «: 

#-5§-W094-11523#j$) o 
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fcfcofrm. mm 

0 ^o^^^A^^A Cffl^^a^ tit, m Hyper D, POR 

OS, Sepharose F. F. m i§£ if h tl 5 □ 

ffi $ *b 5 £l ItStSr i^t^§ o ^uvh^77^- 

mm ♦ g £ &MJtM 

l"*f--K * ^ £©te3*Sfc8c#h M&m, Iodine-131, 

Yttrium-90^ if (DjfrM&U; Pseudomonas** ¥ <D h ^ > Vl N 

tff&M fcfffltS *Stov^t}j:, tRB^FF 5057313-^-, *IS# 
5156840^ }c IB ^^TV^5 0 
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tt, *f Kt-fffi & Jh,5^#X«:£i;#:&"£iPlJ- V SrPBS(-) T*}i 

280nm(7)®3fc£££$!|5£ 1 mg/ml & 1. 350D t U 
TlltitS, ELISAJj: J: 5»-a-»£ilT©i 5 fcaiJjff-S r i 

flS-CtSo 1"fcfc>t>, 0.1Mm^^^«|g ( P H9.6) tlKg/ill: 
Lfcir^fcifc h IgG (BIO SOURCE $50 100 m 1 £96:* ~f h 
(NuncM) fcMz., 4°CT? — Bjfe-r V^r^^-v^ 3 ^U. #L#:gr@*i 

mW-^^^^-^y^, 5 fcilg & i: Ltk F IgG (CAPPEL 10 

, 5000f&#^'LfeT^^7 y 7t^77 * — if t h IgG (BIO S 

OURCE 100 ax 1 ^r^P^ % ^?fi^T 1 ^W-T i/dr^^ - h-T^o 
gfe^^s SSIt^JPt'f y^a^^J/ayOt, MICROPLATE REA 
DER Model 3550 (Bio-Rad M) & m ^ X 405nmX~ <D & & W\M V 

F CMjtf 

#Mffl^^i*^0^T^ffi$^5^:#:t <£>SJ£'I£&, FCM(7 n — 

Ttt* t h ?L^|fflJ&$:MCF7 (ATCC HTB-22) *3 J; MDA-MB-231 (A 
TCC HTB-26) „ t h J&lfcCOLO 205 (ATCC CCL-222) *3 «t 

tfWiDr (ATCC CCL-218) % t h J^Ii^S *ffl J3& $cBxPC-3 (ATCC CRL-1 
687) % t h^^H^^B^^UCC-5 (m%imV0*£:W$Zffi) , thf 
JHMJ&*fcCaki-l (ATCC HTB-46) s fc h £FM-l&#fflJ&$:PA-l (ATC 
C CRL-1572) if&JBV^S 5. 

-hlB#fflJ® £PBS(-)T*gfci#- bfc^, FACS^®^ ( 2 % ^ Jl^ jfe fit 
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, 0. 05%T h V ? A^^fPBS(-)) 1?25m g/mltfJKtfe$L 

#&3lM*=t ^ h * -^#l#:100 ^ 1 & Jq;t. zk?l.<ft;30#-r V * A 
•^-h-t-So FACS««fifcT?i5fc$£L;fe:«. 25/i g /mKDFITCS&m-^ 
^i-^^X^l^ (GAM, Becton Dickinson M) 100 1 trAq^L, t|<2& 
WM^y^a^-htS, FACS^«^t?gfe^ L-fcm, 600 1 
S> 3 VMS 1 nl©FACS&ffi?ftfc:«|$S FACScan (Becton Dickinson 

u ^ ]} ZyX^mV, FcU-ty? — U FITC^ Us b fc 

^HMl^^^fc^V^cm^Sfctcl <£ SSfefifc J: <9FCM ffitff-f-S £ 

AD C C^ttcDSiJ^ 

«^i:«i^§5i^ft, ifflssm«^tt t it, w^wr, ADCC 
*ISWtci8VN-c«3K«iliat!:^i-5ADCCjgi4tt, ^©i 5 Lta 

^■^S£&#Ht L % i7x^i?- IfflJJS (Effector cell : E) Ht 

m^mm (Target cell : T) ttttt, t h %ffi*Blll&#; 
MCF7 (ATCC HTB-22) „ MDA-MB-231 (ATCC HTB-26) , fc h ^J»^ 
#fflJ!£$cC0L0 205 (ATCC CCL-222) *S«fctfWiDr (ATCC CCL-218) „ 

t h^^H^lffl^^ucc-5 (Hf^i&^pf &wftffi) , t MPHftfti 

SS^PA-l (ATCC CRL-1572) , S# & 3ft ©fflllS ft if S: 5 1 CrfC £ «9 * 
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&®\fe-tz> 0 ^(on. M^mmwcmmmMm i%^np-4o 

V^ii^t§5 0 (%) He, (A-C)/(B-C) X100 T* 

tk#m& (cpm ) „ B WlNP-40 fc i 9 § *b & j£ (cpm ) 

, C te*TL#£^£-f **«©^^5gHi§ tlfc^tt^tt (cpm) 

S^^^f J| (CIgigS) tit Cy, Cyl, Cy3 ^r^ffii-S 

, Hfttt" 3 - t K i 9 % «fc 0 33t;*7fcADCCi£t£, £>5VM£CDC ©ftSr 

M T K / Mttmfc J: 5 IgG OIgM m & V -^ — fc (Smith, R 

. I.F. & Morrison, S. L. BIO/TECHNOLOGY (1994) 12, 683-688 ) „ 
T =• / mtttiatZ X 5 IgGOIgM^TK y -fb (Smith, R. I.F. et al. 
, J. Immunol. (1995) 154, 2226-2236) , L §*. & =* — K1~ § at<|£^ 
OE^Jjg^T?^)^^ (Shuford, W. et al: , Science (1991) 252, 
724-727 ) % 7 5/HfII;:J;5IgG O-firflMfc (Caron, P. C. et 
al. , J. Exp. Med. (1992) 176, 1191-1195, Shopes, B. , J. Immuno 
1. (1992) 148, 2918-2922) N it ^ & M K £ 5 I gG©HM ( 
Wolff, E. A. et al. , Cancer Res. (1993) 53, 2560-2565) % jo X 

Norderhaug, L. et al. , Eur. J. Immunol. (1991)21, 2379-2384) 
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J3&B£l*i&&K Mi&ft&tt. &T%iM*miiR1rZ> 

^t'ts. ^r^i^#ft«, — mfco ^r^mikgfefc 9 o. oi~ioo mg 

0^ffl-e^^tLS„ 9 10-2000 mg, £ L < 

100-1000 mg<£> & ^- * & 51 ^ n h & T? # 5 o 

thun, "a* y r ^ y /^^-^ h y $ a s r;i/^ytt Mi a x 

V N ^f/Vt/VP^-^, xf;Vt^n-X, ^ri^^^V^fA, T 
7tf7iA, ^-fcf^V, if^^^, ^^y-fey^, /nlfl/ 

)) zj— ^yxf vy^ij3-/v, y -fc: y ^ % 7 7 >r v % 

*x r y ;vt^ =i — xfry yi, t h skmr/u^ > ^ (hsa 

) % y^t'h-;K 7^h-^, Eliifl^ ilt 

£ Rg ^ £ tl, 5 & © ft 

33 



WO 2005/034994 PCT/JP2004/015205 

at fLft, lift, *£j&ft. ttmft, wBi^> s&sft, »mm. w 
mft. ^ttft, «r£i»ft. fFMft. jbfik*, &;tft> 

B^So^^^^O't^l, @7£ftfc# 5 J&SA/teUffllifc, 
£>5tJfiL3IJM£l&< 0J^ftO?&ie^Ii: 

» r e> mmm m Rgjt £ s % © » & 

1. 7 * -if-^f h ^ h y *-#$f 

t h fLft*ffll&tfclICF7 (ATCC HTB-22) 33 J; tfMDA-MB-231 (ATCC 
HTB-26) , t h ^m^MmmCOLO 205 (ATCC CCL-222) *5 «fc tN'WiD 
r (ATCC CCL-218) , t M»J«ftJjW jfet*BxPC-3 (ATCC CRL-1687) 
> t h^#2gft*Bfl&*fcUCC-5 (H^Kj^^^W^^f) , t hWHSft 
#IBJ&$<Caki-l (ATCC HTB-46) „ fc h (ATCC CR 

L-1572) £rffiV^/c 0 

n e> ©jBHifetcov>"c, ^h^timixio 6 m<Dimm so^l^f 

ACS/PBS (1 g©^i/il7;^5y (SIGMA*±§£) £1 LOCellWAS 
H (Becton DickinsonttM) I^ILtil) tilt, 200 g/m 
LO^ftSlflftfc Mb^CHMl. 24#C# (NHS-f luorescein (PIERCEftig 
) let, t Mfc^HM1.24tft#£$I^L-CiaM) $fcftt3!fi8»t h 
IgGl (NHS-f luorescein^ T t h IgGl (SIGMA&M) ABUT Si 

M) *fc»FACS/PBS^r20ML*PxL > tK _h m T 30# fflKJfc $ it fc „ 1 m 
L(DFACS/PBS{CT2lHlgfe^^ % 1 mLtf) FACS/PBSiC M M U , 7 * — f" -f 
h*~- (EPICS XL, BECKMAN COULTER^t^) \ZX ffi]&<D 

0 
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W.RVL1. 24&fci'3:£:X (DmmMfott K J& & & 7jk L- tz. (01, 1 

mmm2. mj&mmmmte*iirz>irfiiim.24%ifcfc z. ^adcc^^ 

ADCC^ft^^lJ a£ {^Current protocols in Immunology, Chapter 7 
. Immunologic studies in humans, Editor, John E, Coligan et 
al. , John Wiley & Sons, Inc., 1993© -ft ft K o tc 0 

1 . IWM©iI 

t h ?L^£fflJfe$;MCF7 (ATCC HTB-22) *3 J: 0MDA-MB-231 (ATCC 
HTB-26) , t h ■Xmmmf&mWLQ 205 (ATCC CCL-222) *5£T>*WiD 
r (ATCC CCL-218) , t h f St^lffl j&$:UCC-5 (^^i&^^^r^f 
^M) , t hililBli&tPA-l (ATCC CRL-1572) £r ifffl £ b 

3r96? ^/^spjS^ h (Becton Dickinson*t§g ) fc3Xl 
OV^/V- (COLO 205*5 J: t>*WiDr(*2Xl0 3 /!> ^yu. UCC5«5X10 3 / 

pa-i^ixio 3 /^ in, 30f H i^ttfc o mm&. 

51 Cr-sodium chromate (Amersham Pharmacia BiotechttM) $5 
JO L>&a^&50ju Ci/mL£ 37°C(J:Tl^P^^*-t-'5 ^ ifciDS 
tttt^f^bfco $£ffl$K $HJ3S£10%* iXj^i^jfiLm (FBS % HyClonetfc 
M) &^frRPMI1640*£i|{l (GIBCOtfcjR) fc T 1 HI % U , IWJ^ife50 m 

2. x7x^ * — mi&<DmM 

mmtf, 7 ^7- 4 T <E>^fgjfiL^ ^Ficoll-Paque™ PLUS (Amer 
sham Pharmacia Biotech&M) & Fft^^ X *¥-1i£M & ftM fc <> 10%FBS 
^WRPMI1640i#%fcT*BJMg£lxiOVmLfc:flii x7x^^ 
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3 . ADCC?£<|4 (DUfe 

t Mfc#CHM1.24#L#:3; ten fc b IgGl£10%FBS^ WRPMI1640*£iffi m 
T^r^U, *ft*HJSSfc50/iLl*ofln;SU *-LK: T15# £ iirfc 

ftT»37 0 CteX4ti?mmmVtc 0 fcttlO jug/mLi U 

fco i^t^lOOMLIeliK lfy?UV^?- (COBRAIIAUT 

0-GAMMA^ MODEL D5005, Packard Instrument Company*!:®!.) &£"C$C 

&#>tc 0 fc*s, 31 81 %NP-40 

) (A-C)/(B-C) xlOO-eff n Ufco %*3> A tefcL#:#&Tf<:*3^ 

Ti&llt (cpm) , B teNP-4(Hd<J; i9 $ ttfc^lt 

(cpm) . c te&fc%^&Tmmm<D&-vMMtstifz.i&ftfe®i ( c 

pm) tl)5 0 

4 . 

t h ^^CHMl. 24^C#:}iMCF7 % MDA-MB-231, COLO 205. WiDr, UCC- 
5, PA-lfc*fUT, ADCC^tt^r^ Ufc ( El 4 ) „ 

1 . 7y f^xp — ,v YB2/Q-eo t b fcffiHMl. 24 ffC #: (P 31 

10 m g© t b fcffiKMl. 24^l#:^^^ ^ ^ — ( AHi/N5KGlV-lark, Ba 
rnett, R. S. et al. Antibody Production in Chinese Hamster Ov 
ary Cells Using an Impaired Selectable Marker. In: Wang, H. Y 
. & Imanaka, T. (eds) ACS Symposium Series Vol 604:Antibody 
Expression and Engineering, 27, 1995, WO 98/4580) £2X10 6 / 
0.6 mL PBS(-)OYB2/0 (ATCC CRT-1662) ^ x ^ U ? h v 
a Vj£l?l. 5kV, 25/zFO^#T?^A Ufc 0 ig^te5% C024 V * ^ ^< 
— * — ft T37°C T*1f o tc 0 
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10% FCSSr^tpRPMI1640^Ffl6 (Gibcofch) M400/zg/mL Geneticin 
&Mz.XmiR Ufc^, 50 nM MTX, 100 nM MTX, 200nM MTXtHH^MT 

xmm&hi?. mm^mm&ft^tc* titt. 96$ ^^yv- h (Fai 

contfc) fc200nM MTX, 400 a g/mL Genet ic in& ^ &>10% FCS/RPMI164 
0«K 0.5 cells / 100/iL / well"? 3# £ r , PS $J £fe »C T Iffl J® 

Mb^Ct hHM1.24^L#:at^^F^^A U fcYB2/0#BUfe ©*g|£i:iit 
ri##M2t?^-f ELISAK: «t 9 

2 . b Mfc ffi HM1. 24ffi ft: (EL I SA&O 

96-«> ^/l^ELISA^ ^ lx- h (NuncthM)f- = — h & (100mmol/L 
^SfcTk*-** hp n, pH9.6)"T?100ng/nl@£fc*3R UfcpTi§3!HMl 
. 24^LM^100/zL-f O^JD 4*CT?lBfeE*_LS SJfS«, 1 
% BSA-PBS Sr 200 /zL/^^^t?iP^. Sgffl t?^2N?ra*S:flb, fEMUfc 
7" i/- h ft4 6 C-eft# Ufc 0 l%BSA-PBSSrtellll&* Lfct, #wellSr 
Tween-PBST?gfe#- Ufc 0 

jI^^IR L fc h fbfcfcHMl. 24#i#:^2fS$eX ft If" Is^^^M t lOOn 
g/mLfc^r^ bfc If irf- l/Mm t h fl^HMl. 24^t#: Sri : lT*21i£ fc & 
, 100/zL/well^^^UfCo SfflTf, $J 1 B#f!^J&£i2rfc^ N 
^/I'SrTween-PBST?*^ Ufc. T If 5? V «R l&HRP £r # * ^ A- K m M V 
„ m.m.X*15ft£k±fcm £ -Br % TMB liqid(Sigma%h^ ) £100 m L/ # 
/isX-lXiZ-, 2mol/LmWt : &50 l iL/$ ^fr-m*.* k tc 2: *) RJ& & Jk 
#>fcm. 450nm©P^ft^&z|iJ^ Ufc 0 fc h te^CHMl. 24#l#: ^ 2p © 

3 . YB2/Q-C3S5l£-tirfc t Mbffib h HM1. 24Jftfr<P*»M 
t Mb^HM1.24ft#©3l^#teB[&jh/fc*fflIl&W:, 1700cm 2 © 

7-*KhA- (C0RNING&) T-fe*^ £ fr o 0 1~ & ;b t> l x io 9 in 
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r 

Ofc Mfc&HM1.24^#!83gYB2/oaffiJi&&400mL©200nM MTX, 400 fi g/ 
mL fVSr^tplO* FCS/RPMI1640^fl& T? (2. 5rpm) Tr =i ^ 

^ h § * X-mm bfc 0 *£3fe_fci*tf>lEllfcflni:FCS 
SrPBS(-)*t?5Pf&-fb U/crProteinA FF( AmershamPharmacia*± ) & ^ £> 
il 9 $ *5 £ i T? ? ^fc3feIgG«:|&# (FCS(-)) , r<£>FCS(-)£ 
£!V^fc200nM MTX. 400 n g/mLf? y^v^f &r*eriflO%FCS(-)/RPMI 
164Oi^%T*3~40 Kit* Ufc„ 

f*±f »0.22Mia7^;W^-©ltfct, rProteinA FF(PBS/PB 
S-^^^^ : !)^7^7^xy h ^ |±J ) & £ T>*Sourcel5S (20mM^m 
> 0-0. 5mM NaCl: V -T >f 7 i? ^ Is h ^ ffi ) T**S^Ufc G flfjlUfc 
fc HfctfeHMl. 24#t#:f±HMl. 24^[#:-YBi £ # *t 5 )„ 

4 . HM1. 24^M(BST-2)£3§^^5CH0£BJ&O#M 

HM1.24tfcJSSe©S:|il^-t"5CH0*BiiaSrft© J: 5fcLTf^«Ufc( 
Ohtomo T. et al. , Biochemical and Biophysical Research Commu 
nications 258(1999), 583-591) c HP *> N DHFR&jfctS U fcCHOllJ&lfc 
fc, HM1. 24$zm& a— K-T 5^2^^^ p3. 19 (_hfB:£®0 # 
A t, 500^ g/ml<DG418T*31iR $ h \Z. Rg#^r^ & J; «9 HM26, H 
M31, HM21S.t^HM36(D4o<D|fflJ!S«^#fc 0 #» jg$ o5_t tf>HMl. 24£lD§C 
O 3§ ^ 200 1-1 15889 fc IB $ tbfc^tefcT 7 p — f--f h p< h 

!)--ei«J|Ufci:5, ^tt^e^J&fcfc 9 3. 8X10 3 , 2.2X 10 4 , 
2. 2 X 10 4 & 1. 8 X 10 s m T* h o fc . 

( 1 ) k h PBMC^^OM^ 

, Ficoll-Paque™PLUS(Amersham Pharmacia Biotech AB)fcMii U 
fc 0 (500x gx 30#Pelk 20°C) 1£ J* iB # T? S> 

3*ra««r#&Lfc. 3HIifei£&, 10% FBS/RPMIfcHi§ t h PBM 
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mm tvtc 0 

( 2 ) mmmffemmvmm 

##0J 4 lz.7jk UfcHMl. 24^Lil(BST-2)Sr^m-t-5CH0|ffl^{*, #BJ5& 
mmmWmilnvitTogen Corp)£/B V^Tf^ y '> 3. & tfl fit U , 10% 
FBS/RPMI 200mU!1?$5SI>, 5. 55MBqO Chromium-51 #P x. % 5%^M 

10%FBSHRPMI1640#tt*fl*©*Blfe*^P»L, ffift$U@& 

(3) (ADCC^'ft) 

bfctfC^^^SOju LSrSsflP b, 7k_hT?ll#raKJS&£*;fcfcfc: % 
t hPBMC^mOOjuL&^P^U 5%^M# 1"* a'*— * *37°C4B# 

mm&i? * Ati$(%) = (A-C)XlOO/(B-C) 

*££50/*L % 10%NP-407k^$& (Nonidet P-40, 7^fr 

X?$tM) £20*iL. 10%FBS/RPMI^*Srl30/iLSSiD Ufc ^ a^m*5 
** 3 (cpm)©¥*& til, Ctt««jjBHfl&^3g*Sr50iB L % 10%FBS/ 
RPMIifite £150 L«P bfc *> x;HC*5 ft 5 ^It^l* (cpm) £> ^^ft 

^:7:^*-#fflj&£: LtitA©*|iiJ; «9 Jfc * 3S to 8s "C # « b 
fcm&#«:Jflv>fc. -f-jfet?*,, «^A©**HJliLH:#Ss*©PBSSriP^ 
% Ficoll-PaquePLUS(Pharmacia)^^ji 500gT* 30# HQ M to b fc 
o ¥#j3**B£r#Bl L s 10%FCS£r^tfRPMI1640T* 3 [U?5fcif 10%F 
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h U ^-EDTA-efiJ^ u x 10%FCS&^fr a -MEJ4T? &$} L 2x1 

4 0 CT'15^raS^$^fCo oV^^^^^-^J&IOOmL&t^^U 
37 0 CT*4B#K^#U/c 0 ig*^ 20/zL^^*±»$:^^U, j8 if 
7? h i/?- J gfe®i&%mVtc 0 ft*Mg|i?f;i;teGalactone-star 

mmmmfe®- (%) = (a-oxioo/(b-o 

(% 0 -ify ? h v-^-i?) 

tltcpif?? h v^-if ?&t£(RLU/sech C £ i* i&mWt 

<D^.xmm Ztifc 0 jf? ? h — ?£'l4(RLU/sec)>lr^-f o 

7 . YB2/0Efet$fct Mbffifc h HMl. 24#l#: O ADCC?^ O S'J ^ 
YB2/0T?^^$-e:fcHM1.24^L#: (HMl. 24£i#-YB) <DADCC?£tt£r# 

5 & \c x m m. u tc & m 6 ~ m 7 m ^ u fc 0 g6ii*i 

fciSRl, VN-f *T,0^#j#fflfl£ fc*5 v»T t> ^ HM1. 24#C#:-YBte. DG44 
(DHFR^MCHOlffl^ : Urlaub, G. et al. (1986) Effect of Gamma 
Rays at the Dihydrof olate Reductase Locus: Deletions) and In 
versions. Somatic Cell and Molecular Genetics, 12: 555, 1986 
) xm*k UfcHM1.24^#: (HM1. 24#l#:-DG44) «fc .9 & rfti ADCCfirf^ 
£r 7jk L fc 0 

Jt^ftfcte, 0; «9 {£^T*ADCC^14tf>ifaf tfSfgfe e,;ft,, **OAD 

#Bfl&HM26, HM31&/B V^c#^ N HM1. 24^t^-DG44T? fcl 45; ADC 
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C?Sf£ $ f£ o fc <D UTHM1. 24^C#:-YB-e tt ffi ADCCfiltt 

^ffimUfeo HI 7 fc^Lfc J: 5 fc* SWjBHfl&Sc^^i- 5PBMC 

ffc©#J^(E/TJ:b)^25tf>BtO^& £>f\ E/TJfc#5©#<£fcHMl. 24#l 
#-YBttHM1.24#i;#-DG44,fc 9 jfc V^ ADCC^ft & ^ U tc „ 
8 . liOilf 

1. 2-7 5 / t°y i^y«f l(PAftii)oii 

#3§9§<£YB2/0e£I5£$t;#:, &tf*J-flfWt L T CHO £ * > 
N-^Pni/y-f F(Roche)Srf^ffi H « * S £ K b ftltt $ 

it" fc (Weitzhandler M. et al. , Journal of Pharmaceutical Scien 
ces 83:12(1994), 1670-1675) o -fe/kn— hJJ V (TAKARA^ 
)£/B V^fc HfittfctJ (Shimizu Y. et al. , Carbohydrate Research 3 
32(2001), 381-388)fc± & 2-7$/tf!l5? 
>■ <£ 5 ^:3fcli!§& £r fx o (Kondo A. et al. , Agricultural and B 
iological Chemistry 54:8(1990), 2169-2170)„ % h ft tc P kit W $k 

2. ffif3RPA^«P«<Z>3S»^HPLCtc J: 5 4>*f 

±m0mm 8 91«©^?feT^ #3§BJ!tf>YB2/0|i3 35#L#:, XtJ^^M 
LTCHOfc*©&#fcoV^PAfc||fc0>gijR&fTofc&, 0DS 
# 7 -MTAKARAM Palpak Type R) <t <5 ^ HPLC^ #f ff > 
^ h ^7 A?rit^bfc 0 CH0*^^#:©*l^^jt^UT, YB2/0&* 

tiz>ffim(h-v)<D v-? mto&mwts titcm 8 ) 0 
itmm.<omm : tn'otc^, ods# y^tas i£*BHPLc##r;s:i>*T =• 

7 A (TAKARAM Palpak Type N)|C i 5 JlHtB HPLC# %t k> 
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PAfl^ #^2p q D 0 (TAKARA§!L £te 
; HI 9 <DK, 0, P£rB£<)£ © HPLC^ & 5 $8 ffi tt« <Z> it Mt 
^Lt>*T0F-MSfc «t 3#-7-*?fel8fc:TfT o fc HOS $ *tfc£-$f$|<£>*H*i- 
Jfc£|g 1 ^f£^1- (J, KtDESJStjtN, O©K#m;fc##0!!te:*5V^ 
KMtoTV^V^ 0 & it, m 1 fc ^ -f *S $8 <^ « it * III 9 X EI 10 m 

0%E*Jh#as io/^ -fe ^ f -r ^^GlcNAcSr«po3»0l*s-#^-r5 





! IB £ tl tc 0 


m i 






ttft 










A 


-Fuc , -Bisecting 


GlcNAc 


17.7% 


33. 5% 


B 






9. 9% 




c 






3. 9% 




D 






1. 9% 




E 


+Fuc , -Bisecting 


GlcNAc 


22. 9% 


55. 2% 


F 






21. 4% 




G 






5. 5% 




H 






5. 4% 




I 


-Fuc ,+Bi sec ting 


GlcNAc 


2. 0% 


3. 3% 


J (K) 






1. 3% 




M 


+Fuc ,+Bi sec ting 


GlcNAc 


3.7% ' 


a. 0% 


N(O) 






4. 2% 




9 . GnTIII- 









k hGnTIIIit'f5-7-MB^I«NCBI^-^--<-^ (ACCESSION D13789 
) iDA#Lfc 0 BE2?!lttGENETYX-S'V/RCT?#$f ££ 51 L IE ?0 ^ # 



V>£ PCRM «fc Zmm&mM B ^"C'x t-f v^h'II 
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^#Ufc 0 PCRfclteKODxK y * =7 — (TOYOBOtt) &J8V^ 

801^ e>870*-e<7)-^:^^ft^IO^Mi:U, T ^ t"^ 7 A ^ - £ 

jlV^JI|It#U PCR£ffofc 0 TlB^^^-r -^-gB^H-fc^T, 

M^bWf5I^Si^^/Tto Elite, GnTIII 5t^^^*f-f 5# 
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SEQUENCE LISTING 
<110> CHUGAI SEIYAKU KABUSHIKI KAISHA 

<120> Pharmaceutical composition for treatment of solid cancers 

<130> P846 

<160> 31 

<210> 1 

<211> 1013 

<212> DNA 

<213> Homosapiens 

<223> Nucleotide sequence coding for HM1. 24 protein antigen 
<400> 1 

gaattcggca cgagggatct gg atg gca tct act teg tat gaC tat tgc 

Met Ala Ser Thr Ser Tyr Asp Tyr Cys 
1 5 
aga gtg ccc atg gaa gac ggg gat aag cgc tgt aag ctt ctg ctg ggg 
Arg Val Pro Met Glu Asp Gly Asp Lys Arg Cys Lys Leu Leu Leu Gly 
10 15 20 25 

ata gga att ctg gtg etc ctg ate ate gtg att ctg ggg gtg ccc ttg 
lie Gly He Leu Val Leu Leu He He Val He Leu Gly Val Pro Leu 

30 35 40 

att ate ttc acc ate aag gec aac age gag gec tgc egg gac ggc ctt 
He He Phe Thr He Lys Ala Asn Ser Glu Ala Cys Arg Asp Gly Leu 

45 50 55 

egg gca gtg atg gag tgt cgc aat gtc acc cat etc ctg caa caa gag 
Arg Ala Val Met Glu Cys Arg Asn Val Thr His Leu Leu Gin Gin Glu 

60 65 70 

ctg acc gag gec cag aag ggc ttt cag gat gtg gag gec cag gec gec 
Leu Thr Glu Ala Gin Lys Gly Phe Gin Asp Val Glu Ala Gin Ala Ala 

75 80 • 85 

acc tgc aac cac act gtg atg gec eta atg get tec ctg gat gca gag 
Thr Cys Asn His Thr Val Met Ala Leu Met Ala Ser Leu Asp Ala Glu 
90 95 100 105 

aag gee caa gga caa aag aaa gtg gag gag ctt gag gga gag ate act 
Lys Ala Gin Gly Gin Lys Lys Val Glu Glu Leu Glu Gly Glu He Thr 

110 115 120 

aca tta aac cat aag ctt cag gac gcg tct gca gag gtg gag cga ctg 
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481 



529 



575 



635 
695 



Thr Leu Asn His Lys Leu Gin Asp Ala Ser Ala Glu Val Glu Arg Leu 

125 130 135 

aga aga gaa aac cag gtc tta age gtg aga ate gcg gac aag aag tac 
Arg Arg Glu Asn Gin Val Leu Ser Val Arg lie Ala Asp Lys Lys Tyr 

140 145 150 

tac ccc age tec cag gac tec age tec get gcg gcg ccc cag ctg ctg 
Tyr Pro Ser Ser Gin Asp Ser Ser Ser Ala Ala Ala Pro Gin Leu Leu 

155 160 165 

att gtg ctg ctg ggc etc age get ctg ctg cag tga gatcccagga 
He Val Leu Leu Gly Leu Ser Ala Leu Leu Gin 
170 175 180 

agctggcaca tcttggaagg tccgtcctgc teggctttte gcttgaacat tcccttgatc 
tcatcagttc tgagcgggtc atggggcaac acggttagcg gggagagcac ggggtagccg 
gagaagggee tctggagcag gtctggaggg gecatgggge agtcctgggt ctggggacac 755 
agtcgggttg acccagggct gtctccctcc agagcctccc teeggacaat gagtcccccc 815 
tcttgtctcc caccctgaga ttgggcatgg ggtgcggtgt ggggggcatg tgctgcctgt 875 
tgttatgggt tttttttgcg gggggggttg cttttttctg gggtctttga gctccaaaaa 935 
aataaacact tcctttgagg gagagcacac cttaaaaaaa aaaaaaaaaa aaaaaaaaaa 995 
aaaattcggg cggccgcc 1013 
<210> 2 
<211> 180 
<212> PRT 
<213> Homosapiens 

<223> Amino acid sequence of HM1. 24 protein antigen 
<400> 2 

Met Ala Ser Thr Ser Tyr Asp Tyr Cys Arg Val Pro Met Glu Asp. Gly 

15 10 15 

Asp Lys Arg Cys Lys Leu Leu Leu Gly He Gly He Leu Val Leu Leu 

20 25 30 

He He Val He Leu Gly Val Pro Leu He He Phe Thr He Lys Ala 

35 40 45 

Asn Ser Glu Ala Cys Arg Asp Gly Leu Arg Ala Val Met Glu Cys Arg 

50 55 60 

Asn Val Thr His Leu Leu Gin Gin Glu Leu Thr Glu Ala Gin Lys Gly 
65 70 75 80 

Phe Gin Asp Val Glu Ala Gin Ala Ala Thr Cys Asn His Thr Val Met ^ 
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85 90 95 

Ala Leu Met Ala Ser Leu Asp Ala Glu Lys Ala Gin Gly Gin Lys Lys 

100 105 110 

Val Glu Glu Leu Glu Gly Glu He Thr Thr Leu Asn His Lys Leu Gin 

115 120 125 

Asp Ala Ser Ala Glu Val Glu Arg Leu Arg Arg Glu Asn Gin Val Leu 

130 135 140 

Ser Val Arg He Ala Asp Lys Lys Tyr Tyr Pro Ser Ser Gin Asp Ser 
145 150 155 160 

Ser Ser Ala Ala Ala Pro Gin Leu Leu He Val Leu Leu Gly Leu Ser 
165 170 175 

Ala Leu Leu Gin 
180 

<210> 3 
<211> 39 
<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Foward primer Initial(BamHI) 
<400> 3 

tttctcgaga tgagacgcta caagctcttt ctcatgttc 39 
<210> 4 
<211> 97 
<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Foward primer 1-97 
<400> 4 

atgagacgct acaagctctt tctcatgttc tgtatggccg gcctgtgcct catctccttc 60 
ctgcacttct tcaagaccct gtcctatgtc accttcc 97 
<210> 5 
<211> 100 
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<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Foward primer 78-177 
<400> 5 

cctgtcctat gtcaccttcc cacgagaact ggcctccctc agccctaacc tggtgtccag 60 
ctttttctgg aacaatgccc cggtcacgcc ccaggccagc 100 
<210> 6 
<211> 102 
<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Foward primer 158-259 
<400> 6 

cggtcacgcc ccaggccagc cctgagccag gaggccctga cctgctgcgt accccactct 60 
actcccactc gcccctgctg cagccgctgc cgcccagcaa gg 102 
<210> 7 
<211> 93 
<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Foward primer 239-331 
<400> 7 

agccgctgcc gcccagcaag gcggccgagg agctccaccg ggtggacttg gtgctgcccg 60 
aggacaccac cgagtatttc gtgcgcacca agg 93 
<210> 8 
<211> 98 
<221> DNA 

<213> Artificial Sequence 
<220> 
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<221> 
<222> 

<223> Foward primer 312-409 
<400> 8 

gtatttcgtg cgcaccaagg ctggaggcgt ctgcttcaaa cccggcacca agatgctgga 60 
gagaccgcct ccgggacgac cggaggagaa gcctgagg 98 
<210> 9 
<211> 83 
<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Foward primer 390-472 
<400> 9 

accggaggag aagcctgagg gggccaacgg atcctcggcc cggcgaccac cccggtacct 60 
cctgagcgcc cgggagcgca egg 83 
<210> 10 
<211> 104 
<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Foward primer 453-556 
<400> 10 

gagcgcccgg gagegcaegg ggggecgagg tgcacgacgc aagtgggtgg agtgcgtgtg 60 
tctgcccgga tggcaeggae ccagctgcgg cgtgcccact gtgg 104 
<210> 11 
<211> 84 
<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Foward primer 535-618 
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<400> 11 

agctgcggcg tgcccactgt ggtgcagtat tccaacctgc ctaccaagga gcggctggtg 60 
cccagggagg tgccgcgccg cgtc 84 
<210> 12 
<211> 99 
<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Foward primer 598-696 
<400> 12 

agggaggtgc cgcgccgcgt cattaatgct atcaacgtca accacgagtt cgacctgctg 60 
gacgtgcgct tccacgagct gggcgacgtg gtggacgcc 99 
<210> 13 
<211> 101 
<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Foward primer 677-777 
<400> 13 

tgggcgacgt ggtggacgcc tttgtggtgt gcgagtccaa cttcacggct tatggggagc 60 
cgcggccgct caagttccgg gagatgctga ccaatggcac c 101 
<210> 14 
<211> 63 
<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Foward primer 758-820 
<400> 14 

agatgctgac caatggcacc ttcgagtaca tccgccacaa ggtgctctat gtcttcctgg 60 
acc 63 
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<210> 15 
<211> 70 
<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Foward primer 801-870 
<400> 15 

gctctatgtc ttcctggacc actttcctcc tggaggacga caagatggat ggatcgccga 60 

70 

cgactacctg ,u 
<210> 16 
<211> 37 
<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Reverse primer End(Hindlll) 
<400> 16 • 

tttaagctta ctagacttcc gcctcgtcca gttttcc 37 
<210> 17 
<211> 109 
<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Reverse primer 1596-1488 
<400> 17 

ctagacttcc gcctcgtcca gttttccccg agcaggcggt cttccttcag gacccctgtg 60 
gcgccatcct cccgcagccg tgctcctggg ctcctggtag gggttgtcc 109 
<210> 18 
<211> 102 
<221> DNA 

<213> Artificial Sequence 
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<220> 
<221> 
<222> 

<223> Reverse primer 1508-1407 
<400> 18 

ggctcctggt aggggttgtc cagaaggtag tggaaccggt cgtagttctt cagcaggtac 60 
ttgggcgcat acatgtgctc gctggggtct gcaggcgggt ac 102 
<210> 19 
<211> 104 
<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Reverse primer 1427-1324 
<400> 19 

ctggggtctg caggcgggta ctcttgctgc gtgccgtcga accagccccc ggtgcggatc 60 
aggccgcgga tgtagttcag gtcccgcttg tcctcgtagt cacc 104 
<210> 20 
<211> 101 
<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Reverse primer 1344-1244 
<400> 20 

ccgcttgtcc tcgtagtcac cccagcgtgg gaagtcgcca ttctgggcgg acacgagctt 60 
gaagtagatg ccctcgggcg tgaagcacca ggagcagtgc c 101 
<210> 21 
<211> 102 
<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 
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<223> Reverse primer 1264-1162 
<400> 21 

tgaagcacca ggagcagtgc cagccggcga agtgaagggg gctgcccagc gaccactgca 60 
ccaggatgtg tccggtgcgg ttctcatact gtctgaagtt gg 102 
<210> 22 
<211> 99 
<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Reverse primer 1182-1084 
<400> 22 

ctcatactgt ctgaagttgg gcatggtgta gtattggcgg cggcgcaggc ggatgccgtc 60 
cagcccatac actgcctgca gcatgtccac cgtgcagcc 99 
<210> 23 
<211> 100 
<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Reverse primer 1103-1004 
<400> 23 

agcatgtcca ccgtgcagcc tgacaccacc tccagggtgc ccggttgctt ccaaaagaat 60 
ccgtagagcg acgtgcgcat gtggaaggcg aagggctcgg 100 
<210> 24 
<211> 102 
<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Reverse primer 1023-922 
<400> 24 

gtggaaggcg aagggctcgg tccagccatc gtagagcttg aggaacagga cgccgtcacg 60 
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ggccgggatc tcgtccgcat cgtcaatgat gaagacgtcg tc 102 
<210> 25 
<211> 91 
<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Reverse primer 941-851 
<400> 25 

tcaatgatga agacgtcgtc gggccgcagg ttgcgcagcc gcgagacgcc gtcctgggtg 60 
aggaaggtgc gcaggtagtc gtcggcgatc c 91 
<210> 26 
<211> 70 
<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Reverse primer 870-801 
<400> 26 

caggtagtcg tcggcgatcc atccatcttg tcgtcctcca ggaggaaagt ggtccaggaa 60 
gacatagagc 70 
<210> 27 
<211> 81 
<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Reverse primer 380-300 
<400> 27 

ggcggtctct ccagcatctt ggtgccgggt ttgaagcaga cgcctccagc cttggtgcgc 60 
acgaaatact cggtggtgtc c 81 
<210> 28 
<211> 80 

o 
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<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Reverse primer 320-241 
<400> 28 

acgaaatact cggtggtgtc ctcgggcagc accaagtcca cccggtggag ctcctcggcc 60 
gccttgctgg gcggcagcgg 80 
<210> 29 
<211> 68 
<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Reverse primer Bam-359 
<400> 29 

tttggatccg ttggccccct caggcttctc ctccggtcgt cccggaggcg gtctctccag 60 
catcttgg 68 
<210> 30 
<211> 1596 
<221> DNA 

<213> Homo sapiens 
<220> 

<223> Nucleotide sequence encoding human GnTIII 
<400> 30 

atgagacgct acaagctctt tctcatgttc tgtatggccg gcctgtgcct catctccttc 60 
ctgcacttct tcaagaccct gtcctatgtc accttccccc gagaactggc ctccctcagc 120 
cctaacctgg tgtccagctt tttctggaac aatgccccgg tcacgcccca ggccagcccc 180 
gagccaggag gccctgacct gctgcgtacc ccactctact cccactcgcc cctgctgcag 240 
ccgctgccgc ccagcaaggc ggccgaggag ctccaccggg tggacttggt gctgcccgag 300 
gacaccaccg agtatttcgt gcgcaccaag gccggcggcg tctgcttcaa acccggcacc 360 
aagatgctgg agaggccgcc cccgggacgg ccggaggaga agcctgaggg ggccaa.cggc 420 
tcctcggccc ggcggccacc ccggtacctc ctgagcgccc gggagcgcac ggggggccga 480 
ggcgcccggc gcaagtgggt ggagtgcgtg tgcctgcccg gctggcacgg acccagctgc 540 
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ggcgtgccca ctgtggtgca gtactccaac ctgcccacca aggagcggct ggtgcccagg 600 

gaggtgccgc gccgcgtcat caacgccatc aacgtcaacc acgagttcga cctgctggac 660 

gtgcgcttcc acgagctggg cgacgtggtg gacgcctttg tggtgtgcga gtccaacttc 720 

acggcttatg gggagccgcg gccgctcaag ttccgggaga tgctgaccaa tggcaccttc 780 

gagtacatcc gccacaaggt gctctatgtc ttcctggacc acttcccgcc cggcggccgg 840 

caggacggct ggatcgccga cgactacctg cgcaccttcc tcacccagga cggcgtctcg 900 

cggctgcgca acctgcggcc cgacgacgtc ttcatcattg acgatgcgga cgagatcccg 960 

gcccgtgacg gcgtcctttt cctcaagctc tacgatggct ggaccgagcc cttcgccttc 1020 

cacatgcgca cgtcgctcta cggcttcttc tggaagcagc cgggcaccct ggaggtggtg 1080 

tcaggctgca cggtggacat gctgcaggca gtgtatgggc tggacggcat ccgcctgcgc 1140 

cgccgccagt actacaccat gcccaacttc agacagtatg agaaccgcac cggccacatc 1200 

ctggtgcagt ggtcgctggg cagccccctg cacttcgccg gctggcactg ctcctggtgc 1260 

ttcacgcccg agggcatcta cttcaagctc gtgtccgccc agaatggcga cttcccacgc 1320 

tggggtgact acgaggacaa gcgggacctg aactacatcc gcggcctgat ccgcaccggg 1380 

ggctggttcg acggcacgca gcaggagtac ccgcctgcag accccagcga gcacatgtat 1440 

gcgcccaagt acctgctgaa gaactacgac cggttccact acctgctgga caacccctac 1500 

caggagccca ggagcacggc ggcgggcggg tggcgccaca ggggtcccga gggaaggccg 1560 

cccgcccggg gcaaactgga cgaggcggaa gtctag 1596 
<210> 31 
<211> 1596 
<221> DNA 

<213> Artificial Sequence 

<220> 

<221> 

<222> 

<223> Artificial nucleotide sequence encoding human GnTIII . 
<400> 31 

atgagacgct acaagctctt tctcatgttc tgtatggccg gcctgtgcct catctccttc 60 

ctgcacttct tcaagaccct gtcctatgtc accttcccac gagaactggc ctccctcagc 120 

cctaacctgg tgtccagctt tttctggaac aatgccccgg tcacgcccca ggccagccct 180 

gagccaggag gccctgacct gctgcgtacc ccactctact cccactcgcc cctgctgcag 240 

ccgctgccgc ccagcaaggc ggccgaggag ctccaccggg tggacttggt gctgcccgag 300 

gacaccaccg agtatttcgt gcgcaccaag gctggaggcg tctgcttcaa acccggcacc 360 

aagatgctgg agagaccgcc tccgggacga ccggaggaga agcctgaggg ggccaacgga 420 

tcctcggccc ggcgaccacc ccggtacctc ctgagcgccc gggagcgcac ggggggccga 480 

ggtgcacgac gcaagtgggt ggagtgcgtg tgtctgcccg gatggcacgg acccagctgc 540 
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ggcgtgccca ctgtggtgca gtattccaac ctgcctacca aggagcggct ggtgcccagg 600 

gaggtgccgc gccgcgtcat taatgctatc aacgtcaacc acgagttcga cctgctggac 660 

gtgcgcttcc acgagctggg cgacgtggtg gacgcctttg tggtgtgcga gtccaacttc 720 

acggcttatg gggagccgcg gccgctcaag ttccgggaga tgctgaccaa tggcaccttc 780 

gagtacatcc gccacaaggt gctctatgtc ttcctggacc actttcctcc tggaggacga 840 

caagatggat ggatcgccga cgactacctg cgcaccttcc tcacccagga cggcgtctcg 900 

cggctgcgca acctgcggcc cgacgacgtc ttcatcattg acgatgcgga cgagatcccg 960 

gcccgtgacg gcgtcctgtt cctcaagctc tacgatggct ggaccgagcc cttcgccttc 1020 

cacatgcgca cgtcgctcta cggattcttt tggaagcaac cgggcaccct ggaggtggtg 1080 

tcaggctgca cggtggacat gctgcaggca gtgtatgggc tggacggcat ccgcctgcgc 1140 

cgccgccaat actacaccat gcccaacttc agacagtatg agaaccgcac cggacacatc 1200 

ctggtgcagt ggtcgctggg cagccccctt cacttcgccg gctggcactg ctcctggtgc 1260 

ttcacgcccg agggcatcta cttcaagctc gtgtccgccc agaatggcga cttcccacgc 1320 

tggggtgact acgaggacaa gcgggacctg aactacatcc gcggcctgat ccgcaccggg 1380 

ggctggttcg acggcacgca gcaagagtac ccgcctgcag accccagcga gcacatgtat 1440 

gcgcccaagt acctgctgaa gaactacgac cggttccact accttctgga caacccctac 1500 

caggagccca ggagcacggc tgcgggagga tggcgccaca ggggtcctga aggaagaccg 1560 

cctgctcggg gaaaactgga cgaggcggaa gtctag 1596 
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